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K»3RtcJ:*JWi)ifl:s*ifcifiiatfiaWT^r 

[»#3U ] *«K^«Jiiai«!l^ffl€:W"r«Jftl*SeWr^r^*3R. 

(a)*l7C*SD S 4 5 kDaC^i&iU ( b ) N3fc3g©T Si 

;»«S#LVR I P LHKFTT'Sot, ( c) p H 5 . 0 #T©»tt«"ejfit8t 

xhumm/RVK. hm-mmmmm^(HGF) «tyains*is»#^i 

[»#^4] J-tfy<Dl 3L-74 F2fctf/$:£:M:4 51L- 

4 5 2 P|a<Z>*g-£&"WWiU -f^T.^ J -ffXDf V>?JI>1~4 £#tft0r#£ 

&m 5 * 6 izmm<D!kmSi&mK. 

1 ffiSE#¥ 11-3075845 
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Hitf©||»#8u 

[tf *«14] if** 5 8 ©v%f*i^K:«*©ito»« 3 Kft * ifc 

[»W©#«I*»«B] 

[0 0 0 1] 

•rsmnMK* «jiiiaa^©ii»*ttft«^ 6 *«^ fc *^*® 

^xm^mmmm*%tzmm&m^ ass**** 

[0 0 0 2] 

«©*©«*. »Wfc^fcMi:»bttt*«i»t^Mtt#<« m 

2 11-3075845 
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[0 0 0 3] 

mmm ffijh&w^&ft't & ss&. fte* & ^msp k:* £ a *i s ss& *r? * & . 
mnz^ortVT-zfrMv. $ e>K:-t©paRK:sabTjfli«*icA»; z.%s?%m 

T?<fe<5 (M ignatti P,et al.J.Cel 1 Biol., vol.1 
08, p. 671-682, (1989)) „ 
[0 0 0 4] 

fflHE£« 'J-)7f, ^^V^oMtIt4CS(Fo 1 kma n J., A 
dv. Cancer Res., vol.43, p. 175-203, (1985); 
Zetter B.R., Chest, vol.93(Suppl.), p . 1 5 9 S- 
166S,(1998);Patz A., Invest. Ophthalmol. 
Visual Sci., vo 1.1 9 ,p. 1 1 3 3 - 1 1 3 8 (1 9 8 0) ; Am 
ore D,et a 1 . , Ann. Rev. Physiol., vol. 49, p. 
453-464, (1987 )). ill (M») it. 3 <b ©if 3® JC&S&gfc*** 
#^•$:^•r^fe^^)iCfTLv^i^l^$:®E#lfill : ^e 3 #^An•&^> 3 COM (§t£ 

3 miE4f ¥ 11-3075845 
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6* «||fcjto«trftC»t*IBilto^*ftfcv^Jlfitt«*ftBaft* 

[0 0 0 5] 

t ler-St evens on W.G.,et a 1 . , A n n . Rev. Cell 
Biol.vol.9, p. 5 4 1 - 5 7 3, (1 9 9 3)). 

t 5 (Woes.sner, J F. Jr. , FASEB J ., v o 1 . 5 , p . 2 1 4 
5 -2 1 5 4,(1 9 9 1))= lU©7b V * * 

. ^C. SWtt, ffittPliMt'WTIMPdi s sue Inhi 
bit or of Met alio P r o t e a s e)0»-f»^ 

S^tfil££*VO^(Rak J,, et al., Cancer Res.,vo 
1.55, P. 4 5 7 5 -4 5 8 0, ( 1 9 9 5)). Z<DX*3***&* 

©H*«nf**BB-9 4^»»a*iw«*»«^» »v*mm**m* 

4 ffifiE#¥ 11-30 
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is,B.,et a 1 . , Cancer Res., vol. 53, p. 2087-209 
l,(1 993);Rasmussen, H.S., Proceedings of the ICS 2nd. I 

nternational conference on protease inhibitors, International business c 

ommun i cat ions, ( 1 9 9 7)) , 
[0 0 0 6] 

Thy v v ^mmmit.-mzmmmmi^(Dmmx-mm^KWi.iii^tix^^ ( 

Chen, W. T . , Curr. Opin. Cell Biol., vol.4, p. 
802-809,(1992)), i§ttffctCWfc*S»**&K«"r*£ JC.fcoT 

mn<DfrM*mm^zt^^ v h v ? # x&mw&it-zv y^u^- 
?*s<-z- mr. u-pa) , mmm^^xs j -vyr***-* (jwt 

, t-PA), R.TfbV7i/>%iZlfi2bV. miZMm$&m?k<DBmT'2bZ>7^7, 

3glWu-PAl4|gi3$:, Jfa^W^Mttt -PAjg£tB**:*r 
[0 0 0 7] 

U>^Xl:^t5i*5:ltot^S(Wer b Z., et al.,N Engl. 
J. Med., vol. 296, p. 1017, (1977); Brunner G., e 
t al.,J. Cell B i o 1 ., v o 1 . 6 ,p. 1 2 7 5 - 1 2 8 3 ,( 1 9 9 1 

5 ffi$E#5p. i 1-3075845 
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^if^MLfct-tSfclJI^^tU £©3£l£*tfttTV^(0h t a T 
., et a 1 . , Gann to rinshou, vol. 23, p. 1 669 — 
1672,(1996);Ohkoshi M, Gann to kagakuryo 
uhou, vol.22, p.4 1 7-4 3 0,(1 9 9 5)) t 
[0 0 0 8] 

K(7>^X^^»{Cg8t^^**^tlT'feS(0'Re i 1 ly M.S., e 
t aL.Cell, vol.79,p.3 1 5-3 2 8,(1 994)). 

5Ho(0'Re illy M.S., et a 1 ., Nat. Med., vol. 2, p. 
689-692, (1996 ))„ 7>^^-^^^>{CgSLTJiO' R e il lyt 

[0 0 0 9] 

T*&zftb0/i^yx*mtiffi&®mM®tfoizm^r^z>£ttitt. znzm 

Mt1ifa^W&irzz.t\z&^Tmmmm*mffl1rhZ£i$T°isz><, ot y, 
^5 x ^ > / - y> $. tz \ y zwm u *»o±a© 7 y y** $ f- 

ft*zm£t&Bmt>m<D&mzMtz£ftwwmmw£LTffit>?z^z\* 
t=.\t^y7.^y^m^\thTyvit7.9^ym^^M^thmm<Dum^ : i^ 

6 BJIEW ¥ 1 1-3075845 
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to 

[0 0 10] 

T*&£ PC - 3ig^#lCpH#ffiV^d^T'<D*:^;^ J -tfyZmftft-tZ 

Da©fit^»J, N*ST^;llii?!l{iLVRIPLHKFT^^»J, ^ 
<5D N 7fc3g@iJ#H£ k: h;ft^:7S/>Diu£g#(Human Cathepsin D Precurser) IC^V^ 

3 iliCH^, PACE 4 (Plasminogen Angiostatin Converting Enzy 
me of pH4)£lft£L£: 0 
[0011] 

££>IC, P C - 3 ©«±t U ^ ^7 ^ ^ Z->f>lC#ffi3i2: 

^itatis^ ( h g f ) ^©jfiigig a 3^**3Rtc j; oT mmt £ *u aii^w 

[0 0 12] 

7 ffifE#¥ 11-3075845 
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ivw^MlJlC***- «*•*!**• » ********* 
* U: ,*' c r^«**>*«^*'«***" t « su **** 

s%f - 6t e* S PACE(Plas. iwe n«« 8 ios,a.inConvertin g En 2 ,»e)t«, 
W HG.teU S. et al.,Cancer Res., vol.56,P 
48 " 8 7-4 89 0,<1 9 9 6)). PC-3M* 

A ,et al., J .Clin. I nve S t.,,ol.96,p. 2 5 9 3-2 

6 0 0 ,(1 9 9 5,,. -emKm***t**wv******™»* 

*„:,«W»(PACK>lHtHSA6M>W*- **• 

ln vitro. 

C.n, vol. 88, P. 8 0 1 - 8 1 0 ,(1 9 9 7,,. »MMP**?'J 

8 IBSW*! 1 -3 0 7 5 8 4 5 



#^2. 10 — 29609 

- — ytfCDtpV^CDffiWitfnib^tlit B r a i nfOMMP-7, MM P-9 lCg@ 
tSS^^StBrain C et a 1 . , J . B i o 1 . C h e m. , v o 1 . 2 
72, p. 28823-28825,(1 9 9 7 ))„ 
[0 0 14] 

L#^U M§B#> Gat e lyf©PACEttf®^tt0*0fit'fetJ, 

&yL<D*m~z$>z>mmz-D\^T\%m& • mf&^tiTv^v^^&ofco tot 

. *ffimm&m*¥%}P ACE £Mi • Stig^SCl fcl:i«i:ttG a t e 1 y 
^©l^fcigfiSLfce tt^JC, G a t e 1 y ^©^SSlCi oTSSSgbfe P C - 3 

mm±m^zf^^^ j ->f>izKmi*-£fcw&. yyvjt7s*^y\zm^-*z> 5 

0 k D a ICM t S ^7 ^ ^ ; - ^> ©Kmbtl^ SDS-PAGE ±T'«^t' 

y - # y £ #M Ift &c m b T v a £ i: ti Nt fi" T? g & v % =fo © t? & o „ 
[0 0 1 5] 

mZsZ&fc* «*tfe3*©IS^ PC- 3^#_h»^tc^*tt^*e^^ 

BSfefiPttS:4#MWtC-aiWTb»*. Ga t e 1 ySJsOP AC E fcl±^<5Mfc*«* 
tc^-T^-MC P ACE ttM* l J , ^^^.^ 

oV^Taffbfe(»5 6EH*a^j»4fJ!!>e, P.4 2 6, 1 9 9 7^), 

m^^m^ry^^^^^y^^^M^ir^mm^^mmizM'r^^m 

9 ffilESf ¥ 11-3075845 
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*H»W#^tt«ffcK:aR»*©«»f5S:IIB»l/fe. 
fcfc, GatelyfB«j£, tfi&©PACE©#»£#l***::fclCf*:5&L 

glfe(Gate ly S., et a 1 ., Proc. Natl. Acad. Sci., 
vol. 94., p. 1068-1087, (1997)). 
[0 0 16] 

*^«©S*©*:*©4#Btt» 7-r:7*a***->*© 

[0 0 17] 

* * y - - > truss u SSx * u -- y Zft^&m® tu^h?^? 

4 -mz&&t>i£K&^x B®<nBmtfmmx*zz z.tzw<ofrizLr=.o 

®(Dzf5Z^ J-¥y®Kimm<DZt y-->y*©«£H«:ei2JC3*Lfe. 

K>f yfEL I SAMLfe%fflT'feiJ, mffiitffifatVX-y? 
7.^7-^>U i?>^®5 1 (Plasminogen Lysine Binding Site I , J^TLBS I 
)C*f*-*#JUfi;#fcfflV\ ili^lt^-^X^ y-^*>(Mini Plasmin 
ogen, J^T">Plg.)tC)i>f'r-&#Mm#$:Mt§3^$:#^[i:tS : fo©T^§. HE 

So £©$M&©&TfcfcoT*3R&ttfeM1-$£« , T?&$. 
[0 0 18] 

*«»«!©«3ll©W» 
I»©*iR©II»tt. PC- 3 «*±?»S:ffl»JR»i:L»>f ^ 

1 0 ffifiE#¥ 11-3075845 
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/<— # — (singlechain urokinase- type plasminogen activator; scu— PA) 5: 

2UCJSV^ 0 scu- PAli^^X^/ ->F>y*^-#-tf>i&£g#-e&*J^ 
^ ^ > 0>#&lC <fc o T^ttftS tl^ffiM© u - P A £ U , u-PA i&tp&mx 

U ^ iJ>y;H~4 S:^^^^^^ 

athepsin E) fc*BHtt#W ^Sfi T?*><5 3 t tfJiffiS 
[0 0 19] 

*&5O#e>60kD a#iETiStt#ElJK3*l<&. *MMOSDS-PA 
GEJCJ:«j»«f#g*S:H4 IC^bfco ®©<k 3 lC#^-44 5kDalCffiStSfe 

fee 

*K«W©*3R©M*l»cM h X tt, -hi&© P C - 3 ^#_h*^ e> ©H§g©ft&, 
[0 0 2 0] 

1 1 ffifE^^ 1 1-3075845 
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#H» W ©** © S: H 5 »C * 4: » . • #«>f > t if * - © tt 7 ^ 

□ ^->(0. 3 /tM), ^>*/75 OmM), l^ft^(lOO^M) 

, ^3ff>4(UM), EDTA(10mM)t'$5. 0fC^$ *l£ «fc 9 IC#^ 
*Mtttt7^^9^>»#*©#llttlfi§«I-r*6'<^*^>AK:J:oT^ 
{ClSWStifec H6ttSJ6«f©pHS:tfitt«, »tt«KlSi«£LfclR©75 
*$y-Y>©WJMfcfc3Sbfc*>©T?&*#* H©J:-5K:#H»«8©**ttBM£ 
«T?©*^7^^y-y>«:WT^rfl:tS. BMA.hA)t4Gate ly^ 
^ ilfcPC-3fi*©7>^X^f>5:, &EPB(->B)«PACE4lCj:oT 

j^3ftfc77*$;-y>*y>y/bi~4«:£tNtf#£ffi3?"6. EI 7 {C 

*K»9!©*3RK:j:S^^5/— ^^©^Wfas&iSUfe. ^7^5;-^>tt 

*fbfc*g£, BliP-4 5 2^-LTCliA- 7 0 OT'feofcc 

*a»9!©*Jlitt^^5 y — 9 r >©N*»3^&4 5 l#B©n>f S/>fc4 5 2 
#B©7ny >K(STF, 4 5 l L-P4:*EtS)S:«WrU *>oN*jg7 3# 
B©n>f 7 4#B©7x-/l/75->H(JSn% 7 3 L-F il*8Bt"6)& 
SJWt S £ tc £ o T 75 * 5 7 - >f> © * y > 1 ~ 4 ft P Z&timft ZMM 

^SttNjftSgtf? 8 L y s T**&£ 'JLy s 75* 5 ^ ->f >£M*l5„ #J§I28 
W©**tt^l!©75* 5 y-y >©& jWCfc, L y s 75*5 / ->f 

fffttiJtfcbTW^fti-sfeft, ififcsfi** y >^©&j^»ctt-e©N*a87 

[0 0 2 1] 

3*>{C, *lfi|filfi©#3Ra:^y >^l~4»S^W1*S7>^**f i > : fe 
jg£t<&fci:%lC. 75*$:/©i£tt>fMMfia(6 9 9#S7xr^77->- 
7 0 0#B75->H3)£^$tU 75*5 >©?SttS:?g#cS*e 3 

. r©«iw#«tta©^s&^»K:ai«i-r*±^s«)Tiiiifca?^j^T?fes. bp*. 

1 2 &IE#¥ 11-3075845 
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St'*Sr;i/7 7 2^7^^>>f >Htf#- (£*T> «2-PI) <Z)#M«U# 
itUC&fcS,, Jfit^^©^^^^ ■>tt:jfitfjfc«:3gia , r* «2-P I iCkoTBPffilC 
^fS-fbSn^^, 3©ig^icSv%T, ^ U >^astt^9^5 >fc a 2- P I £ 
V>TS5Te£>«. £©»#©*l£tta2-P I ©flUS'&^aSS^Sfc 
«>, GMF&Stffcv*t£<£3!©:/9:*5 >»T^«<fifcacK:J:oTJBiMa©vh U y * 

c frm$&m<Dwmtz. ^ 7 - ^>© ^ y > ^ 1 ~4 »d%Mt 5 1 

ZmVtz. Att^7^^;-^>?:PACE4T'Bi^tbfe^©SDS-PAG 
[0 0 2 2] 

1 3 ffiSE4# ^ 1 1-307584 5 
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(PERKIN ELMBRWtB^WWfc TA clonxng kitl 
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[0 0 2 3] 
PACE4T'f»fLfegaiMI?S 

^7^5 J --if^&PACE 4 i:-tf^T'ilALpH4 . 0 ©^TT^/S 

av >t77D -xt^its ^ £ fc <fc o TmMoom^r^Mi^-r -6 z: £ #T*£ 3 

[0 0 2 4] 

P ACE 4©^M#& 

i . p ace 4^tymist=.m&mRzm&mMM:mMmfflffliivx8im-t2>jj 
mtvtc* ^mmmmmwm^nm-t^^tvxit. -wxizmmmm®. 

H«(LL/2;^H«) fc^ttU mftMtfffi7&<D*Z S tC&£ ^ XM 
f Ifet, M#§m$:^Jcgiy|^^. 1 mg/E/BT^^Xlft|glC^$: 1 0 H 

*fMI¥^J:b^b^(Mann Whet 
ney U«3£) . #flBS*©l£#*3t*tfflf»# 6 . 3 ± 0 . 

»2.i±o.8g(n»6)Tfs&y, ^ >> wt^t©ir#k: <fc y -mm>m 

1 5 ffifE#¥ 11-3075845 
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J|fEft#O.4 4±O.2 8g(n = 6)-e&S0K:#lyT, ^7X^;-^f>|/t 
$-£3?©Iiii?S*»0.2 3 ±0.0 8 g(n = 6)T*fcU> 7^*^ / -4* >»T##! 
L L / 2 ©Kr£&Jf%fg©Jg%&8lfi!f'f * 3 £ AW £>*l£o 
[0 0 2 5] 

Rh©JS*»* |g#«38o»IWi:Jlli**f4©ia#CJ:6jg*l:«l»S*i, 2: »J 
fctt«i^5fi©m!Rcov^fcL SSBrtf tc«fc<&^ h y ^xWiSttft© 

Lfcfg*£3r*.&ft6. M§r£©^lll£o^Ttt#^2gfg 
©BtjR^Wr^rftl-s^^^y-^^Wr^o'Re i 1 1 y«©#^LfcT> 
*J*7.* g f-y».W57.%> ->fy<D9 y W©?Sttfc»J5LfclS*fc 

»cfe^Ttt-e©«si&aFia^<5««tt#&nTttfe&"f, ww^©it5iM 

[0 0 2 6] 

2. PACE4S«^*Jfi*«J|i#|I1WMi:LTftfflt6*ft 

isifcPACE4 a #©«#*»*«»»*&*!!£* **fcL*ttt, 

# T (cfffrftlHlB (3LL; EfflWIS > * - «fc U & 

^)^|U M*8lltfffiS©*£a£fcs*'eflWLfc. ^tf^fcfctt 
©^aS:fitta-&6fc». «»*©*£ St JtoT, 4SIB«*11120 0 

mgJEtT3*£ 1 2 0 Omg#±».i:lC#tffc. ##©B»*«:«fftKlfc*Lfctfe 

•5t>©£L£ 0 

tt»»7tfeV^^S:j»aLJ»**S«I€L»Ba»fcJt«!l/fe(Mann Whetney U 
. *©*S*. »*«V^i:tCS»*l 2 0 0 mg£t±»(H*B)K:feV^T 

> #jk$8ib©»3&k: i s*R^j|i5iiiuejiSfliia«tt«««a[ft#»K:a«> *> (b 

1 6 1-3075845 
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9) 0 

[0 0 2 7] 

mcnBmtf&ftfo-eftm-r&t^oziiiz, *j>&< £=k P h 5.0 t^o&p h 

B r i o z z o^Bu *ll6«0iitig!i(C^I$tll>7XA7^> 

h V v ir^ti'frffl-t&ZLt 5:^1X^5 (B r i o z z o P et al.,Can 

cer Res., vol. 48, p.3 6 8 8-3 69 2,(1 9 8 8)), 

tt, TO7^^7^^nr7-ifWT't5p H 5 . 5J£*T© P HJgctf 

RjKSS^&O^n hZsG>M1&<DP&M. JfcttH-ATPase (Ba 
ron R. et al.,J.Ce 11 Biol., vol. 101, p. 2 2 10- 
2 2 2 2,(1 9 9 5)), =bL<tt^«©^'J ^tyAy^ Ki©i/7;i/t^t 
•tfi%ia~f2>Z.ti$Mffi~£(v an BeekW.P.,et a 1 Cancer R 
es., vol. 33, p. 2913-2922, (1973)), *HSSJ^T*©^tt<W^ 
OSfi-f^Ca r r el A, et a 1 . , J . E x p .Me d . , v o 1 . 1 4 4 , p . 

5 0 3 - 5 2 1 ,(1 9 7 6)lZMm~fZ> : b<D£^Z-btlZ> B £ «©8M£-ft:8: 
jte»^J»CD3»g*-efeSii:J4fie*^e)fi|i©StlTV>*(S P e c h 1 e r S. 
J., et a 1., Arch. Int. Med., vol. 138, p. 1 663 - 16 

6 4,(i 9 7 8)). jtjT?i'yi>%*m&m<Dmm*mi&&mzni-t&&9tfrp> 

lzm&~?Z B MJM&H-ATP a s e©^JCJ:y«SJCSM£ffi!lK:«V%Tfey 

zkftmmzztiz&vz&i&mtfMmmzMmzn. mmamz^-t^-f^ 

1 7 miIE4f ¥ 1 1-307584 5 



^5(2 10-29609 



o 

[0 0 2 8] 

3. PACE4CW7^a*^>«J»* B ® di 

******* mmv* < «a ft* < a ****** * 

aTJttBft&ftfcV^fcBCEM^ 

ay), -n&©«^C*M«»©*«*l | *»** {1B * &nfc - ******* 

sistt&ffffk fe- 
at, jiiiaatTAa-^ibtffe.wJW*©^? 

/m-/i,**v*fc* ae,c^3:>»y>a««f*(pH4.o)Tfa*ru se 

jfcfi, H ae«*ttpH4.o<o*#-c*<«)ft«**c*fe». 

' tta6 |C50 B MTri./50niMNaCl(pH7.2)©iWt-WMf 

ft 0..45nm©7^*-CMilex HA : S y*7t*)**l* ^* 

U >t7TD-X(Hi-tr ap Hep ar in: 7T^rtt»5i»l 

V^ 0 [0 0 2 9] 

1 8 11-3075845 
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4 . SIfii*©PACE4 0lg 

PACE 4 tiiES«aflaT'^i:*«fflilg^Stffl$tiS3^^^<, feSg© 
^mT'#Mlc^m$ti<SCD^#^T^>€>^i:^Bffi^tife(Si 0) o 010* 
-e, A)iiSDS-PAGE, B)ii*t;y^x^ / -tfz/Uifc&m^f-V^xzy 

ZfUy K C)l±PACE4 (Dlfifc^}Cfi{5$tfc^©SDS-PAGE, 
D)tt^X^-f >MISSM^«iCSf&$ii:fe|^©SD S-PAGE $:^-r o £ 
fc, PLG«^7X^;-y>(», NKLFIMMR HUVECliA 
Wft^M. P C - 3 tefffA£JS9Sm, H e p G 2 fcfcflfMB COLONS 

Cjg££4xTV^3£#¥!Jf9!Lfco *fe> lfIiMPACE4 ttW^7^ 

&£^fgf£&SK^bT^£o #M#§^#^l£:l&B#JM(Z>P ACE 4*S&£ 
P ACE 4X? U-^>^JCiiajS$-&, ^<7>?S'[£«£$I^bfc 0 5lSS#JfilPI* 
©S^^^ttliO. 73±0.6unit(n=3 0)T*&»K iSAOO. 0 2 
iO.lunit (n= 6 ){Cj:l:f LTttClgf T'«)S r tA^B^Lit. 
[0 0 3 0] 

± & © T H SI $ *i mm $> Z> v * » a & B£t K J; o T Kf 3 *i IB ± 

&#-r£«i^4 , c^#b&#^7 Hjg*rtjc«ffl-rsii:^M* bv>„ 
iti&srt YYfr-?^ >, a. «*fcttr$ 

1 9 ffiSI#¥ 1 1-3075845 
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#^#6E9?©PACE4 ^cliPACE 4 tC J: o rWH8S*l6Jlll8l5eWr^r€:* 

mttz>i&&®mMw®M<D%®n$-mt. «*«###*#©¥»* 

X.i««A-ASttJ3 0-1 5 0mggg€:l~2|gK:^TS4f63 

are**. ^icjcyffiomMiiM-t-s^ii^wrigT'fey. 

[00 3 1] 

n*jiiiaiaewT^«:^«^i:"r*a«#«3ii»«!i«rtt, w& *j»«icft*s*t 

l^TOfct^CflJMtSZliltfO' Re i 1 1 y*©*gT?lge>frK:a;tlTV\ 
^(O'Reilly et a 1 .,N a t . Me d v o 1 . 2 , p . 6 8 9 - 6 9 

2,(19 9 6)). fomx&mmmK&zmmmimmoitmmmtitmiTWtt 

2 0 fflSE4$¥ 11-3075845 



fftsp. 1 0 — 2 9 6 0 



ij\ pace 4 <DffiB^<Dmx% z<Dmm(DM®:nt.t-izmmm<D~^ ti&v 
is. 

e 4 # ^ © & »3K -r £ <& v \ p h m * m •* & t& m m i c ps ^ $ ti <& t #> ^ t & 

[0 0 3 2] 
[0 0 3 3] 

(*3R]R«©ilB§8) 

. PC-3ttl 0%>)«i»(FCS)mRPMI-l 6 4 0J&ifi(H*Sg 

VMt PMI-1 6 4 0 (JgHT, *SlfiL»«ifi) JC«3IU l~2 0^«t, 
#±?»£tIIlKU »'i>(3 000rpmX2 0#RI), »ift(0.4 5/im Mi 1 

ex ha: v^rnm)mmLt^^<D^mmmmtLt=. 0 

[0 0 3 4] 

2 1 &§E#¥ 11-3075845 
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(**i£tt©«B) 

ytZfrfcZS. *©fiJ&S&SDS-PAGE-e#l!ft, fctLB S IjfiftfcM 
[0 0 3 5] 

iiMl(Z)^i±ilO 0/tl, lmg/ml0/7^^-^Ml 0 0a 

•em J: e>{c P h 5 . 0 £3l{c77* 5 y -y>©WJHfc«i5$K:g#B«> e> 

JcffHttGat e 1 yWglfePACE^ffl^X^-^Br 
[0 0 3 6] 

( p a c e 4 ic j: »j £-f ■& 75 7. 5 j - ? y mx® n&) 
mmms\zmm<D&&<Do%pH4.o\zffl%tzKfomz-D^Ti 2.5%© 

KHE^Lfc. ZltllC^if^rtJtb: S^^T.^ y-^>Lysine Binding Site Ijfift 

, soffit hy^^^y-^>^-^^^^ j-> fyfflf-tR^xj i±) zfu 

#B»8>*U 3©?*>4 0, 4 3kDaOA>Ktt , )^^th^7^5;-^ 
^Lysine Binding Site I#tftfC3 5 kD a©A> Ktt^-^^l: h79*^ 7 

[0 0 3 7] 
(pH4.OMt0«ffii^) 

2 2 ffiH4#¥ 11-3075845 



#3* 10-29609 
HffiM3CDMT^7^$ J -tfZ/ZmftitLfc&fa* 1 2.5%SDS-P 

0, 4 3 kDa©;1>Ki:3 5 k D a #^©7^> K^tl^M ffi Lfco #A 
>KJCo^T, 7^ y^N5fc##r«g(BioA P plied #§<0 4: o T ^£©7 ^ J 5«7 
^^»£*#>fco »e>tl^cSeK<Z)N^T^ /^S«4 0, 4 3 kDa 
<DA> F»7 9 L e uTf*»J, 3 5 kD a {C*B^"t £§P#te 4 8 0 P r o^feo 
f=. 0 p H 4 . 0 MT'fiS ji ttf©^i^ ^ 'J > ^ 1 ~ 4 

tHW^TftSi £*l£o «$:PJ1TPAN4 (PACE derived Angiosta 

tin p H4 . 0)£f&ffi-t2> a 
[0 0 3 8] 

mmrne 

(&m&ffiM<D P A C E 4 ©jg£) 

MMMl ©PC - 3 ©ftfcU ten bi^l#*ffllS> b^Jfllfi^Jfii^l^^m 
, ^^ilif^tt« t hJfF3ffifflSS(H e pG2), ^VXffimMMiLL/ 

. pc - 3*«±»^©«jWJteK:*ra«©wmt#*^»fte»nfe. 

[0 0 3 9] 

(PACE 4 ©X* U -- 
P ACE 4 ©X# l) - ->^©UE^3feH2 tc^Lfeo @*B£a#£ — 

^7x5; ->f ymw^m^ mmifiwn u^x^; >©? y 1 

-€-©^feffl» J €-©^S}C^oT<£T'tS 0 ^©{^©^M-r^^^c 

750/ti©o.iMy >i/^i>tiiiii(pH3 . one 200 (iiommm 
mtm&t-itmmtpmmmzM*-. zmzmmmmz o /* g/mi©y^^^ 

2 3 ffi§E#¥ 11-3075845 
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fc. 2 OU/mly^p^-X l%BSA5:ttf'J>imT'#l 

U Itl?:ELISAffl^i:lfc„ 

[0 0 4 0] 
2) E L I SA©i# 

i-5lC»jSIU. 3tlS:9 6^x;i/V>f ?D#>f MIMMUNO MODULE MAX 

isorp F8, zytttm) £i ?x;i,&fcy i o o tii?-D&imL4xm-mtim 

_ Lfc. #^x^/.J:y±IBfii:ft*&^>f^n*>fdf-^l/-b»fe»«( DIATECH^t 
H • ULTRA WASH II) T?lR§IBfc*U PBS l/fcf& 1 %7)l>ZfS. y (Albumin 

Fraction V, Bovine, ttfllt8)»5:3 0 0 a lgSflHU 4tT-i 
ttfttl/fc. 7;b:7$:/»««:ift3llifcicU 1irffl8**^3iaffifrU*£ffi*x/i/ 
ilLfe. SOlC ^**$/#-1?«»LfcffimP 1 g.jJtttfcO.O 5%®Twe 
e n 2 0 ^^tf 'J ( P H 7 . 2 ) t'M t feti ( 2 0 ngHRPconjug 

ate/«l)£flS«Lfc. M£M?x;wc±BB©£&T*«Lfci$*4£ 1 
»J 1 0 0 filAti. 3 7CT'lHril[tlRlS^ffe. #?x;i/rfJtf)TO$£® 
SIBfcSU 0.0 5%©Twe e n 2 0 &-£t?P B S(pH7. 2 ) 7f 4 HffiiMk 
^;b#*^#-1fT*f»§sLfcj3imP 1 g.m#*»S!ES: 10 0 1A*U 3 7*CT* 
# 3 O^WftHL/fifSS-tirfc. #?x;i/©M^£l$5l|&£U 0.0 5%©Tw 
e e n2 0 fc^tMJ P H7.2)T'«m 3£R*(0 P D/H202 

)1 0 0 # l^-)Wl/{:ttt2 O^ISfiDtTt'MLfet, 2Ntt8&4- 
?x;WCl 0 0 (i\-f^mz.Rfo$:&±Ltz&. yi/-hU-^*-(WAKO Molecul 
ar Devices, THRMO max microplate reader)"e4 9 0 n m©IJft3felg$:8iJ6 Vfr, 
[0 04 1] 

(ELI SA©*g*) 

p c - 3 ^*±^©#» z*m%w<DBmm%.%T*w%. u t-&mzm 1 2 &c 

s 75*$y-4*>&JSnfcfc©-e&5. PC- 3«m±»tp©^7^^y 

2 4 1-3 0 75 84 5 
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m £ v > t ^ b r=. & t* & -a „ 

Ly sy7X^;->f>l 0 (i g £ 1^^^^^^^*$: lffiilttgl 
[0 04 2] 

^'^•7>( ^.n/Jtififttf/W Kn3fS/7A#>f h©#l^D7 h ^77^-5: 

mfeMlCD^MT^^tlfc^MMSL^S OmMTr i s!ft(pH7.4)t' 
2-f»lC#3R|fe > 50riTris/50iHNaCl(pH7.4)gISt¥fftl 
feCM-S epharose6B(*5xl5 0 mm, -y T )\s~?i/T\±W) l^Mffl. b, 
S?>i:iiilST«lfeA;tiJ >-S e p h a r o s e 4 B (<£ 2 . 5x1 0 0 
mm, 7 7;b7i/7tti)Cl?ll, P A C E 4 ©ffl»»$g8E&W5S Life:. #£>*l 
feffi»3S»*JC 1-M©|ffl»7>^ — Afcin* — lft#«Lfctfe; 4TC*C 6,0 0 
0 r p mOS>Mi$:fT^f ©i^±f fe„ 

SM>-t?f€:Se>K:2 5 /tm0Et^fXI:|t5li(AP-2 5: 7^3>*±$| 
)T?aii6U 1 M<Z>«6K 7 ASr^tf 5 OmM'J >Hi«l(pH7 

. 2 ) T?3 z $ff > fb bfePhenyl-Sepharose Hiperformanc 
e (* 2 . 5x1 0 Omm, 77Jb7^7^)t«L« IB««?ftT??$fci*tfc. 5 0m 

>**D 3-;i/^-g"tf 5 0 mM 'J >i«(p H 7 . 2 It. 

2 5 fctiftE^sp 1 1-3075845 
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iSttB*M5 0mMU>K«*tf(p'H7.2);fttf4 0 %xf- l/> ?V 
<StimMm\ZT®ft)ZM#>. WW#£:*jfi»©l OmMTr i sIW(pH7 
.4)-e38«fbfe. a*fft. 15:5 0 mMT r i s|||(pH7.4)t*f|{[;Lfe 
Q-Sepharose Hiperformance(0l. 5x100 mm, 77 
;i/7S/7*±tg)T*&aU 1 MN a C 1 ^^tfillit'ISWffilfe. 
4$®#£ll#>> MSKYM-IO: T5 3>*t»)T»»»«, 50mMTr 
is/10 OnM NaCl (pH7.4)if!tWbl/fcSe phacryl S 
-20 OU 2.5x1 0 0 cm, 7 7frv*/TWR)£m.mis>fJbmkt:gl&L1L. 
^15 0,0 0 0 — 6 0,0 0 OTO#££?§m£*l£tf-?£#&U ££>IC 
Q-Sepharose Hiperformance(H. 5x100 mm, ~?y 
)V? 2/ 7 ttl? ) © * n v 1> ^ 9 7 A - £ ±f B ©£# T'Hifc b T & H$g U 
£ 0 fc&ftfc»ttH#li**F»K2 OmM'J>ti«(pH7.4)tMbfc 
^, MW£^MLfcA>f Kn^r*/7^#>f 2.5x1 0 Omm, /U* 
9 7 KtfcK)fc«JlKU 2 o OmM'j yMMffifciv h 7 . 4 ) ©*gK£j@B?§ ffi £ M 
V^T»JSILfe. WKLfcgfiRtt&^fiXM 2-4 5 kDaGtTfiSDfCffiSftS 
^>KfcLTSA£>*lfc. »l8lfe©SDS-PAGES:H4tCS%Lfc. PACE 
4 tt£-?*4 2-4 5 kD a Gl5tM: WW&^^^Mf 7 -;bT^atfc 
%0)©g6R£LT§g«)*>*l£:o 
0 [0 0 4 3] 

(P A C E 4 ©N5fc»7 ^ y ^a«©^«ffe i^iUS) 
PC-3^#±WJ:'JMSLfc*SI6^©g*«GVDFji(-f^t'D>, 5 
y*'7*±Sg){Ch7>X:/ny f> Lfct>©£7^ ;l^-^r>t- ( Applied Bio 
system Model 477A protein sequencer) T&flfbfc. §lil©N*3SB7^i 
MO^SttLVR I PLHKFTT'^tJ^^Di/-^^ H h*x^^ 
yDmJU&ifc (Human Cathepsin D precursor) ©-?-;tl£:— ®:Ufc 0 
[0 0 4 4] 

*H^.9!©»iRt J:*^5^5 /-y>Wr^©M»tt, L ys^^^/-^ 

2 6 11-3075845 
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Vhy^^^-T^II-tSZlillCfcoTMSgLfeo 5 OmM T r i s/0. 1 5M 

n a c i (ph 8 . o)frt>tez>mmwLtpiz-L y s ^5^^ j -¥> n^mmm-fr 

1 0 0: l<Dm&^teZ>£-Z>l^M&l>fc&, 3 71CT'3^TO$-fr^„ fcfoM. 
IZleil&ffiffi.'VSfiW'ik LfcLysine Sepharose 4B 1 0x1 5mm)lCji 

fc&ffi&mML, TOn-8 01CT'fi#Lfe„ 
[0 0 4 5] 

mmm 1 o 

^ ^ y £ 1 2 . 5 %CD S D S *° U T ^ U ^ K # v 

Sz-Sfefil/fefSSfcH 1 3 {C^Lfcc 2-^;i/^7^ , h^i^y-;i/T'^Lfe(^7t: 
M)^*^ / -^WrtftCO^T, 55kDail63 k D a (Z)^^-*lCffi^-T 

3 k D alCfrfc* 2#<DA> F#W«>&*lfc. 
[0 0 4 6] 

fc«-£©N*»yS 7Bfc3£a£ttilfcJC7 7 Ly sT*&ofc. 
[0 0 4 7] 

ggf6« l l 

i . mmm 

2 7 ffiliE^^ 1 1-30 7 5845 
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0%FB Sfc-g-tfRPMI-1 64 O/HighGlucose^^B*^^)!;-, 3 
2.WZ 

6»©C5 7B 1 W*\*%MM®&VmAL, M^(Sc id)v?* 
[0 04 8] 

i4~i i Bmmi?LxMf&2tiz&®<»mmmM)zffiw\zq]®L, 

*0«»*©*Sa&«K:2iP»c^»L/fc 0 K38*l 2 0 Omg«TS¥(M$&H 
2 00mg~1 2 0 0mg)i: 1 2 0 0 mg«±#aKI8ll 1 201mg~250 
0mg)&*ft-f*i3#K:#tt, #«3B«»*(PACE 4 
»*(PACE4)ffi8#SX^ISi:Lfe. ft4 Hit 
TPACE4&1 Ontg/E 2^/15^1^1 0 0 0 lt'#B 1 0 0 
raj»»rta#S:ffofc. *©ftv9*&»fflLT#©S*;&ji(|}iLfc. 
9JCa*Lfc. H*. AttjK»*S*l 2 0 OmgJ6tT»^©PACE4l8^&, 
Btt«»*l 2 0 0mgja±»/\©fi^^1- D fcfc, j&»ttIEflr7$*©i(fS 

# Sftfcfrofctf, 1 2 0 Omg£t±»TftiPACE4iR-^©Mft#e5ftJ(fa40 

Jiir«!l(««ie»*©«SI«fM)^ffl*«««)&*ifc. 
[0 0 4 9] 

H SfeM 1 2 

(PACE4T*UBil£^7X^;-^ffiit©iiiitAC!)S#) 
6Ii©C5 7 B 1 V>^©H» i gTK:^>f^lHf*(LL/2)aiJISSl 0 6 cell 
s£«U 1 4-1 7 B^fOWU 1t»©j|(K»A)*«3 0 0-1 2 OOmgfC 

4 HWlfil 1 0 HHPACE4-e«Wbfc:79*3 y-tfi/Wtf fc2 5 
Ag/E5T?JKK«S^Lfe. 1 1 BBtcv**&£ffll,T|i|F&ttfflU JHr©fift 
$:iH^Lfc„ »®ili^0.4 4±0.2 8 g(n = 6)T?*S©lC#LT, 

2 8 ffi!E#¥ 1 1-3075845 
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; -!f >»T/tfi#SI©Mil±0 . 2 3 + 0 . 0 8 g (n = 6 )T'fetJ, rf 
[0 0 5 0] 

fiLmm&fflmmmwmnmtG a t e i ymaxmzm^ hiffiif^ 

£0jB&(HUVEC;Huinan Umbilical vein endothelial (HUV)cell, ^^tMM) 
ZR^fcZh-VWiBtilsfco HUVE C»2 4 h (Nunclone, Nuncf±§g) 

IZ 1 2 , 5 0 0;im/*3:;i^*«U 3f y htC^#©^#?gl?-Bft^#Lfc^ 
1,10,50,100/* g/ml©^®^^^' ;-^>»ffr(#^ ttS^S^ 
i£?£)£;&D*:, 5%C02^ffT, 7 2 B#Rg, 3 7iCT^lbfc. bV7*/>/E 

(Bovine aota endothelial (BAE) eel 1) «=^M^<fc U iA bfc=fc><Z> V\ if 
9^>T*n- h L£2 4 ^^^l/- h (^M5i-?*fc$g)±T% 1 0%^i/JS&j^ifii 
t(FCS), 3ng/mlMffiFGF(bFGF), l%^;i/#^ >% 1 

1 h l^hV-f ^>^tfDMEM4I^icfi, 5%C02CD^# 
TiMlfip*§l€:fTofc.' 2 4 ^x;i/0if^^>n- Y~f\s- Mc B A E MjBS 5: 1 2 
,5 0 0»|/^IM'IIU b F G F ^ ^V\fellMt' 2 4 ^f^# t fet 
, b F G F & 5 %F C S ttSl^itCSt^7^ $ J-tfymftZ 1 0 

0/tg/ml JCfcS J:^#MRLfci»il?fcJC3£ljlU 2 0#|BI3 7 *C 

^;**#^>(Angiostatin % ^ P J V U-y#M)*m^fc 0 5 % F C 

S> 2ng/mlbFGFmii^i&fi, 3 7 X:T* 7 2 H#|^£ £> lCig# 
L£„ h'J^i/>/ EDTA^T'*fflJ^S:^rQ;i/^^i[Iil$i±, =i-;i,#-#? 

2 9 1 1-3075845 
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[0 0 5 1] 

PACE 4 K*3TW8S*lfc^^5y-y>Wr^rS:0~2 0 a g/ml T* 

>K:tt*©«»fc*m*$ftUB#a»e>*ifci 
[0 0 52] 

mmm 1 4 

(P A C E 4 ©E. coli.{c4:S5§^(cDNAiiig)) 
PACE4©N5M^ff©J8*tt£JS0!8fc^LfcJ:3lC, lysosome 

^©g * 3 * t 1 ^ ^ y d ©tuggft© 7 ^ / mmm t tsuffitfw < , 

*^S/>Di»Kl*PACE4 ^H*CD?Si£}yS«>e>tlfeii:3^&, PACE 

jSlCJ:*;PACE4©cDNAS:*itl/fe. 

1 . MtfSCMiWIISPC-3 tfi©^ y RNA©5»§g 

n M9stmaajfi(pc- 3)*&i 6 0 oxm^* 1 sogenm(mm**± 

0 oligo(dT)A7^5:tMbtf»27/ig0mRNA$:iglfe I f 
SlfcmRNAIt JE<T©cDNA-&JfcK:ftJS'f<&*T?l Of|0 3M|t|tI> 

2. cDNA£$£ifi|@ 

«glf:mRNAl/tg)ti^GIBCO BRLtt©S u p e r S c r i p t 
Preamplif ication Syste m£^ffl L, ^©#Ji#JCf£o 
To 1 i go (dT)?:^7>f7-i:lTPACE4©cDNA^lfc 0 #C(C 

a c e 4 ©ate^MaRigtssritfi-r tyy^± y^yj v 

-££j*U Amp 1 i T a q (PE RK I N E LME RfctfD £M^T/?tM© 

3 0 ffiaE4f ¥ 1 1-3075845 
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3. PACE4©cDNA Mffi?!I©^^ 

TA cloning k i t (In v i t r o ge n^^tMU iffl#|f 
tC^oTigifigLfc c DNA|)tl:/7^5 * # _ \z V n V L£ 0 

£^0>Ig#RcJ: »;i^$ti§7^ /$E@E#J£#E*n©fc h^^^i/^DttrMiiJl: 
[0 0 5 3] 

mmw i 5 

(^B#jfill§|tf © P A C E 4 mm 
P A C E 4 <Z>?SttM5£<E>S^ 

^M6lC^Lfci:e>lC, PACE 4 ItlEnmMT'itft: ¥?<DMffifr^tk&Z 

. PACE 4 ^^^§:fEMt--g.e»AT'Mil^V-7!J-i:^■g)«^|g'K$:^bTV^ 
•So i«xB©i;e)iC, P AC E 4 «t h^^^^>DBulg#:h^^T*I|eItt*^< 
, PACE 4 IZtt-tZffimZt b%T7is>DmmfoX.Z? J £<Dffi&MX*$>2>\l h 

V^TM5££*lfcM:ifl&PACE 4 fCt^Bfc^-fr-S- £ ^IM^fe *K gtPAC 

$>2>)v4xBm j pM5Lmmtf7^*$ ; -fyzmKit-t space im&zm 

ffcmzgr <Mi" ^(DlZMhX. M$IHSS(MFC-7)^C«^CD?SffiJ&^^i^^V^ 
3££^-rt>£>T'&»j. MtC^Tte^mMffii: P ACE 4?g'[<HilC;*:£& 

PACE4<z>?S'[4(iiT > Hr>fbLfey^^^ ;-y>i^EL i SAfigtst 
s^ttse*T?8ws^s*aK:ifc'<*& i oo — ioo oraK&isare&s. 

3 1 ffisflE#¥ 11-3075845 
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£&^o *m%m%m$, £jfc#nic^ufcPACE4;**u-->y*&*j& 

[0 0 54] 
(*gB#«4»© PACE 4tStt) 

i ) mB%itmo>m%. 

V-f ^n»ttflftC«A#ilillft«:l 0 0/tl, l%EDTA&-£tf£3!A&?gl 
^ 0 0 (ilWpHiiEtl 0 0 7TCT?-flfc>f ^a'C-S'HS/Lfc. 

Sf&l ^ 1 5 , 0 0 0 r p mf 3 ^fWM I, ±«f&fc, i*lS:W3fett#l: 
Lfc„ aifetft#S:^i6fl|7JCB%l/fcPACE?gtt«ISfflEL I SAT«lfe. 

jEfcAJfeltl 0 0 *t 1, PACE 4/1 0 0 yttl(0~5 Ounit), p HfclE 
SI 0 0ial£lll*.3 7TC-e-lft>f >^ra^->/a>U JKTHflifciftftfcfTV* 

/-*>j£*JSEL I SA&fflv*T3l£U -JtMilLfco 
[0 0 5 5] 

# 2) 

8MJfiLtft*©SR**?Sffi'ti0 . 73±0.6unit(n = 3 0)T*fe'J, It 
fACO.O 2±0. 1 un i t (n = 6)£Jt^*KiKltT?i&$£fc#Sfc&ft 
fc. *©»B!l©i£*fcLTfcJ:, JL*0.66±0.03unit(n=6), JfFH 
i0.69±0.03uni t (n= 8), JftftO . 77 + 0.04unit(n=l 
0), ^©ft&0.7 0±0.07unit(n = l 3)T?&y, 4*0RreaiJ£ i ltlC 

[0 0 5 6] 

JgjfeM 1 6 

( p a c e 4 iz zzmvikmffi&mMmwmtt) 

XiRous 1 aht ifffltffi(Me thod Enzymo 

3 2 ffifE#¥ 11-3075845 
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1. Vol.8 2, p.8 0 3- 8 3 1)i:fV\ £ V ^ Ft L£ 

&JBvv»«Ufc. ^£¥**££«5 0 0ml §r^ife^LT^^ti^#5tefc^#)( 
^'J^-yi/i/lff-h)?:20 0ml(Z)PBST^jiU |«£ £ S> fC 4 °CT— 
IfeMtl/fc. 1 0 , 0 0 0 r p mTMMSU ?liE^CZ>&&t* 

Ilf^ifc. »&gSt'PBS«l t'5f>Sepharose 4 
BlCji?gU ^lC?ft#Lfe#, 4MIi^tfPBST*Ml^. #*>*lfc:7 
>T :/n*#^>&£ £>fCS e p a c r y 1 HR5 0 0 (7r;i/7>>7t©Ty 

±^©iai$:0. lM'J >^-*x>^®?&£: U p H £ 4 . 0 ICM£I#> 
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